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Microbes represent both an essential source of
nutrition and a potential source of lethal infection to
the nematode Caenorhabditis elegans. Immunity in
C. elegans requires a signaling module comprised
of orthologs of the mammalian Toll-interleukin-1
receptor (TIR) domain protein SARM, the mitogen-
activated protein kinase kinase kinase (MAPKKK)
ASK1, and MAPKK MKK3, which activates p38
MAPK. We determined that the SARM-ASK1-MKK3
modulehasdual tissue-specific roles in theC.elegans
response to pathogens—in the cell-autonomous
regulation of innate immunity and the neuroendocrine
regulation of serotonin-dependent aversive behavior.
SARM-ASK1-MKK3 signaling in the sensory nervous
system also regulates egg-laying behavior that is
dependent on bacteria provided as a nutrient source.
Our data demonstrate that these physiological
responses to bacteria share a common mechanism
of signaling through the SARM-ASK1-MKK3 module
and suggest the co-option of ancestral immune
signaling pathways in the evolution of physiological
responses to microbial pathogens and nutrients.
INTRODUCTION
The microbial environment of multicellular organisms presents
a complex challenge for the host to respond to both pathogenic
and beneficial microbes with strategies that promote survival
(Dethlefsen et al., 2007). Microbes represent both an essential
source of nutrition and a potential source of lethal infection to
the soil nematode Caenorhabditis elegans. Diverse modes of
infection of C. elegans by microorganisms have been character-
ized (Couillault et al., 2004; Tan et al., 1999; Troemel et al., 2008),
andconserved innate immune responses inC.eleganshavebeen
found to promote resistance to pathogens (Kimet al., 2002;Mallo
et al., 2002; Nicholas and Hodgkin, 2004). Whereas innate
immune signaling and the induction of local antimicrobial
responses have been studied in a wide range of organisms
(Hoffmann et al., 1999), the analysis of host behavioral responsesCell Hosto bacteria have been less characterized. The relatively simple
and well-characterized nervous system of C. elegans is well
suited for such studies, and indeed, studies of C. elegans
behavior in the presence of bacteria have revealed distinct
responses to nonpathogenic bacteria provided as a nutrient
source, includingchanges in locomotion, feeding, andegg-laying
behaviors (Avery, 1993; Sawin et al., 2000; Trent et al., 1983).
Pathogenic bacteria induce avoidance and aversive learning
behavior (Pradel et al., 2007; Pujol et al., 2001; Reddy et al.,
2009; Styer et al., 2008; Zhang et al., 2005). A common feature
of innate immunity and behavioral responses to bacteria is the
recognition of microbes and/or microbial infection and damage,
raising the speculative possibility that common molecular
mechanisms might be involved in these distinctly different
physiological responses.
A small number of evolutionarily conserved core signaling
pathways of innate immunity, such as Toll-like receptor signaling
pathways and mitogen-activated protein kinase (MAPK)
cascades, are utilized in host organisms to respond to microbial
infection (Akira et al., 2006). Proteins containing the Toll-inter-
leukin-1 receptor (TIR) domain are notably associatedwith innate
immune signaling pathways and are present in the microbial
response pathways of organisms from Dictyostelium (Chen
et al., 2007) to humans (Akira et al., 2006; Hoffmann et al.,
1999). In C. elegans, TIR-1, an ortholog of the mammalian TIR
domain adaptor protein SARM (Mink et al., 2001), is required
for pathogen resistance (Couillault et al., 2004; Liberati et al.,
2004; Pujol et al., 2008), acting upstream of a conserved
NSY-1-SEK-1-PMK-1 MAPK pathway that is orthologous to the
mammalian ASK1-MKK3-p38 MAPK pathway (Kim et al., 2002).
Genetic analysis in mice has demonstrated a requirement for
ASK1-dependent p38MAPK signaling in innate immunity, under-
scoring functional conservation of the p38 MAPK cascade in
innate immunity (Matsuzawa et al., 2005). The function of
SARM inmammalian immunity has been unclear, with conflicting
data regarding a regulatory role for SARM in innate immune
signaling (Carty et al., 2006; Kim et al., 2007). Interestingly, the
predominant site of expression of SARM in mammals appears
to be in the brain (Kim et al., 2007).
Immune signaling in vertebrates, as well as in insects to some
degree, is carried out principally in specialized cells of the
immune system. At the same time, nonimmune cell types, such
as adipocytes and neurons, are also sites of inflammatory andt & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevier Inc. 321
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Figure 1. SEK-1 Activities in the Intestine and the Chemosensory
Neurons Contribute to Resistance to P. aeruginosa PA14
Shown are survival curves on P. aeruginosa PA14 of L4 stage WT (N2) and the
sek-1(km4) mutant, along with different sek-1(km4) mutant strains carrying
transgenes expressing the sek-1 cDNA fused at its C terminus to GFP, under
the control of tissue-specific promoters. Pathogenesis assayswere carried out
under standard lawn conditions (bacteria seeded in a small spot in the center
of the plate).
(A) Shown are survival curves for WT N2, sek-1(km4), and three independent
lines carrying the Pges-1::sek-1::GFP transgene in an extrachromosomal
array, on the standard lawn.322 Cell Host & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevinnate immune signaling activities with pivotal roles in the patho-
genesis of disease (Hotamisligil, 2006;Weiner andSelkoe, 2002),
although the evolutionary origins of this signaling activity have
been the subject of some speculation (Hotamisligil, 2006).
C. elegans does not have cells that are dedicated to immune
function, and tissues that are in contact with external or ingested
microbes might be anticipated to serve the primary role in host
defense. Immune signaling in the hypodermis has been shown
to be required for the response to wounding and infection by
the nematophagous fungus, Drechmeria coniospora (Pujol
et al., 2008). In addition, the chemosensory neurons ofC. elegans
have ciliated projections that are exposed to the extrinsic envi-
ronment (Bargmann, 2006), and the ADF chemosensory neuron
pair has been shown to be involved in aversive learning in
response to exposure to pathogenic bacteria (Zhang et al., 2005).
We investigated the cell types inC. elegans in which the TIR-1-
NSY-1-SEK-1 module is required for resistance to the bacterial
pathogen Pseudomonas aeruginosa strain PA14. We show that
TIR-1-NSY-1-SEK-1 signaling has multiple tissue-specific activ-
ities in the regulation of immune and behavioral responses to
bacteria. These data reveal an ancient commonality in TIR
domain protein-dependent signaling at the intersection of innate
immunity and behavioral responses to both pathogens and
nutrient-providing, beneficial bacteria, and suggest that immune
signaling in ostensibly nonimmune cell types may have origins in
the interaction ofmicrobes with different tissues in ancestral host
organisms.
RESULTS
Cell-Autonomous Regulation of Intestinal
Immunity by SEK-1
We investigated the cell types in which the TIR-1-NSY-1-SEK-1
signaling module is required for protective responses to the
pathogenic bacterium P. aeruginosa PA14, which killsC. elegans
by an intestinal infection (Tan et al., 1999). The sek-1(km4)mutant
exhibits enhancedsusceptibility to killingbyPA14 relative towild-
type (WT), and no PMK-1 p38 MAPK activation is detectable in
the sek-1(km4) mutant (Kim et al., 2002). The sek-1 gene is ex-
pressed in the nervous system, uterine-vulval cells, and intestine
of C. elegans (Tanaka-Hino et al., 2002). We generated strains
carrying the sek-1(km4) mutation and a transgene engineered
to express the sek-1 cDNA fused at its C terminus to GFP, under
the control of heterologous tissue-specific promoters. We first
analyzed survival in the standard pathogenesis assay in which
a small lawn of PA14 is spotted in the middle of the agar plate.
Multiple independent lines of sek-1(km4)mutant worms carrying
a Pges-1::sek-1::GFP transgene, which specifically directs
expression in the intestinal cells (McGhee et al., 1990), were
partially rescuedwith respect to the enhancedpathogen suscep-
tibility phenotype of sek-1(km4) (Figure 1A).
(B) Shown are survival curves for WT N2, sek-1(km4), and three independent
lines carrying the Punc-119::sek-1::GFP transgene in an extrachromosomal
array, on the standard lawn. p < 0.001 for each transgenic line compared
with sek-1(km4).
(C) Shown are survival curves for WT N2, sek-1(km4), and three independent
lines carrying thePosm-5::sek-1::GFP transgene inanextrachromosomal array,
on the standard lawn. p < 0.001 for transgenic lines compared with sek-1(km4).ier Inc.
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the PMK-1 pathway (Troemel et al., 2006), we generated a green
fluorescent protein (GFP) reporter strain that carries the GFP
gene fused to the promoter of a transcriptional target of the
PMK-1 pathway, C. elegans open reading frame T24B8.5, which
is predicted to encode a short secreted peptide with homology
to ShK toxin peptides. We observed that intestinal expression
of this transgene, agIs219, is markedly diminished in the
pmk-1(km25) mutant (Figures 2A and 2E). From a forward
genetic screen for mutants with diminished GFP expression
from agIs219 and enhanced susceptibility to killing by PA14,
we isolated multiple presumptive null alleles of genes encoding
TIR-1-NSY-1-SEK-1-PMK-1 pathway components (R.P.S. and
D.H.K., unpublished data), consistent with a role for the TIR-1-
NSY-1-SEK-1-PMK-1 pathway in the regulation of intestinal
gene expression. Representative mutants with diminished
agIs219 expression are shown in Figures 2C–2E. We also carried
out quantitative analysis of endogenous T24B8.5 expression
in WT and sek-1(km4)mutants that confirmed the strong regula-
tion of T24B8.5 expression by the PMK-1 pathway (Figure 2F). In
addition, we observed that intestine-specific expression of sek-1
in the sek-1(km4) mutant conferred full rescue of T24B8.5
expression, demonstrating cell-autonomous regulation of puta-
tive immune effector gene expression in the intestine by SEK-1
(Figure 2F).
SEK-1 Activity in Chemosensory Neurons Is Required
for a Protective Behavioral AvoidanceResponse toPA14
Motivated in part by the incomplete rescue of the pathogen
susceptibility phenotype in sek-1(km4) mutant animals carrying
the Pges-1::sek-1::GFP transgene, we investigated whether
the expression of SEK-1 in the nervous system might also
contribute to pathogen resistance. We generated sek-1(km4)
mutant animals carrying the Punc-119::sek-1::GFP transgene,
which directs expression of sek-1 specifically in all neurons
(Maduro and Pilgrim, 1995). We observed that on standard path-
ogenesis assay plates, panneuronal expression of sek-1 also
conferred a small but reproducible increase in survival for
multiple independent transgenic lines (Figure 1B).
TheC. elegans nervous system can detect environmental cues
through the activities of ciliated sensory neurons, many of which
have projections that extend through openings in the cuticle
(Bargmann, 2006). Pathogenic bacteria represent a complex
environmental challenge that can influence organism survival,
and the ability of C. elegans to detect and avoid pathogens
has been characterized (Pradel et al., 2007; Pujol et al., 2001;
Zhang et al., 2005). We hypothesized that the neuronal function
of SEK-1 in promoting resistance to PA14 might be through
activity in the sensory nervous system, where SEK-1 could
mediate detection of pathogen infection. Expression of a
Posm-5::sek-1::GFP transgene, which specifically directs
expression in the ciliated sensory neurons of C. elegans (Hay-
craft et al., 2001), resulted in a limited rescue of the sek-1(km4)
enhanced pathogen susceptibility phenotype comparable to
that observed for panneuronal expression of sek-1 under the
control of the Punc-119 promoter (Figure 1C). These data
suggest that SEK-1 activity in the sensory nervous system, in
addition to a cell-autonomous role in the intestine, promotes
resistance to PA14 infection.Cell HoWe have recently observed that behavioral avoidance of PA14
canmanifest in survival differences under standard pathogenesis
assay conditions, which involve a small lawn of PA14 spotted in
thecenterof theagar assayplate, becauseavoidanceof thepath-
ogenic lawn during the course of the assay can confer survival
benefit (Reddy et al., 2009). Differences in survival in the standard
pathogenesis assay that can be attributed to avoidance of the
pathogenic bacterial lawn are no longer observed in a modified
‘‘big lawn’’ assay in which PA14 is spread to cover the plate
entirely.We hypothesized that the activity of SEK-1 in the chemo-
sensory neurons of C. elegans is required for behavioral avoid-
ance. Consistent with this hypothesis, we observed that the
Pges-1::sek-1::GFP conferred full rescue of the enhanced path-
ogen susceptibility phenotype of the sek-1(km4) mutant in the
big lawn assay (Figure 3A). In addition, the limited rescue
conferred by the Posm-5::sek-1::GFP transgene in the standard
assay (Figure 1C) was abrogated in the big lawn experiment
(Figure 3B), as would be expected if SEK-1 activity in the chemo-
sensory neurons promotes behavioral avoidance and concomi-
tant survival on PA14. We observed that the tissue-specific
expression of sek-1 under the control of heterologous promoters
did not compromise the survival of transgenic strains relative to
sek-1 on relatively nonpathogenic Escherichia coli OP50 (T.K.,
D.J.P., R.P.S., and D.H.K., unpublished data), although injection
of sek-1at highconcentrationsof constructsdirecting expression
of sek-1 under neuron-specific promoters appeared to confer
toxicity (R.P.S. and D.H.K., unpublished data).
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Figure 2. Regulation of Intestinal Gene Expression by the TIR-1-
NSY-1-SEK-1-PMK-1 Pathway
(A–E) Shown are images of young adult animals carrying the integrated
agIs219 transgene, a GFP reporter of T24B8.5 transcriptional activity.
T24B8.5 encodes a ShK toxin-like peptide that is expressed in the intestine.
Strains are (A) WT (N2), (B) tir-1(qd2), (C) nsy-1(qd6), (D) sek-1(qd39), and (E)
pmk-1(km25).
(F) Quantitative RT-PCR analysis of endogenous T24B8.5 expression in
WT N2, sek-1(km4), and sek-1(km4);qdEx3 (Pges-1::sek-1::GFP) and sek-
1(km4);qdEx12 (Posm-5::sek-1::GFP) transgenic strains. Error bars represent
the SEM between normalized biological replicates.st & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevier Inc. 323
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cient for innate immunity to PA14, whereas activity of sek-1 in
the chemosensory nervous system is required for a protective
behavioral avoidance response. The lack of any rescue of
T24B8.5 expression in the sek-1(km4) mutant in strains carrying
the Posm-5::sek-1::GFP transgene (Figure 2F) also supports the
model in which SEK-1 activity in the sensory nervous system
regulates behavioral avoidance, as opposed to the direct
neuronal modulation of intestinal immunity.
Serotonin-Dependent Behavioral Avoidance Promotes
Survival to PA14
C. elegans has been shown to learn to avoid PA14 in a serotonin-
dependent manner (Zhang et al., 2005). We hypothesized that
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Figure 3. SEK-1 Activity in the Chemosensory Neurons Is Required
for Behavioral Avoidance to P. aeruginosa PA14
Shown are survival curves on P. aeruginosa PA14 of L4 stage WT (N2) and the
sek-1(km4) mutant, along with different sek-1(km4) mutant strains carrying
transgenes expressing the sek-1 cDNA fused at its C terminus to GFP, under
the control of tissue-specific promoters. Pathogenesis assayswere carried out
under big lawn (bacteria spread to cover the entire plate) conditions that, when
compared to standard lawn assays (Figure 1), define contributions to survival
caused by behavioral avoidance of the pathogenic lawn of bacteria.
(A) Shown are survival curves for WT N2, sek-1(km4), and three independent
lines carrying the Pges-1::sek-1::GFP transgene in an extrachromosomal
array, on the big lawn.
(B) Shown are survival curves for N2, sek-1(km4), and three independent lines
carrying the Posm-5::sek-1::GFP transgene in an extrachromosomal array, on
the big lawn.324 Cell Host & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevidefects in this behavioral response over the time course of the
assay would be reflected in differential survival effects on the
standard and big lawn assays, just as we observed for aero-
taxis-dependent behavior mediated by npr-1 (Reddy et al.,
2009). The tph-1 gene encodes tryptophan hydroxylase, the
rate-limiting step in serotonin biosynthesis, and C. elegans
tph-1 mutants are deficient for serotonin production (Sze et al.,
2000). We observed that the putative null mutant, tph-
1(mg280), exhibited enhanced susceptibility to PA14 relative to
WTworms on the standard lawn assay (Figure 4A), but this differ-
ence in survival was abrogated on the big lawn assay (Figure 4B).
The discrepancy between our findings on standard lawn assay
conditions and prior analysis of pathogen susceptibility of the
tph-1(mg280) mutant (Kawli and Tan, 2008; Zhang et al., 2005)
may be due to strain background differences (see the Experi-
mental Procedures) and/or the preparation of the pathogenesis
plate assay, as our differential effects on standard and big lawn
plates suggest that the result will be sensitive to the size of the
PA14 lawn in the pathogenesis assay. We observed equivalent
results using a second, independently derived deletion mutant,
tph-1(n4622), which is also a presumptive null allele (Figures 4A
and 4B). In addition, we found that the standard pathogenesis
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Figure 4. Serotonin-Mediated Behavioral Avoidance Is Required for
Resistance to Pathogens
Shown are survival curves of L4 stage WT (N2), tph-1(mg280), and tph-
1(n4622)mutants on PA14, carried out under (A) standard pathogenesis assay
conditions and (B) big lawn pathogenesis assay conditions.er Inc.
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abrogated at lower oxygen concentration (10%) conditions (see
Figure S1 available online), unlike the behavioral survival pheno-
type of the npr-1 mutant we reported previously (Reddy et al.,
2009; Styer et al., 2008), demonstrating that aerotaxis behavior
alone cannot account for the behavioral survival phenotype of
tph-1mutants.
Our data on the pathogen susceptibility of tph-1 mutants on
standard and big lawn plates corroborate a role for serotonin in
behavioral pathogen avoidance shown by Zhang et al. (2005).
In addition, we show that this serotonin-dependent behavioral
avoidance phenotype is manifest in differences in survival
upon exposure to PA14 under assay conditions in which the
animals can avoid the lawn of pathogenic bacteria.
The TIR-1-NSY-1-SEK-1 Module Is Required for
Pathogen-Induced Expression of the Serotonin
Biosynthetic Enzyme TPH-1
Serotonin signaling in the ADF chemosensory neuron pair has
been implicated in aversive learning to pathogens (Zhang
et al., 2005). Exposure ofC. elegans to pathogenic PA14 induces
the increased expression of tph-1 in the ADF pair of chemosen-
sory neurons relative to the basal level of tph-1 expression
observed when worms are propagated on relatively nonpatho-
genic E. coli OP50. PA14 induction of tph-1 expression in the
ADF neurons can be monitored using strains carrying a Ptph-
1::GFP transgene, which shows basal expression in the ADF,
NSM, and HSN neurons (Zhang et al., 2005). Because we
observed a requirement for SEK-1 in the sensory nervous system
in behavioral avoidance to pathogens, we investigated whether
signaling through the TIR-1-NSY-1-SEK-1-PMK-1 pathway is
required for the induction of tph-1 expression in ADF neurons
by PA14. We confirmed that exposure to PA14 induces the
expression of a Ptph-1::GFP transgene relative to propagation
on OP50 (Figures 5B and 5C), as reported previously (Zhang
et al., 2005). However, we did not observe induction of Ptph-
1::GFP expression by PA14 in the sek-1(km4) and nsy-1(ky397)
mutant backgrounds (Figures 5B and 5C), consistent with
a neuronal role for SEK-1 and NSY-1 in pathogen avoidance.
We did observe induction of Ptph-1::GFP expression by expo-
sure to PA14 in the pmk-1(km25) mutant background (Figures
5B and 5C), suggestive that a different MAPK is activated down-
stream of the TIR-1-NSY-1-SEK-1 module in the nervous
system. We speculate that pmk-2, a p38 MAPK ortholog with
a high degree of sequence identity to pmk-1, may serve as the
downstream MAPK, though RNAi experiments were inconclu-
sive, possibly due to the limited efficacy of RNAi in neurons
(T.K. and D.H.K., unpublished data).
In order to investigate in detail the role of tir-1 in C. elegans
immunity and behavioral avoidance, we isolated and character-
ized a tir-1(qd4) deletion allele that is a putative null allele similar
to a recently reported tm3036 allele (Pujol et al., 2008). We also
isolated an additional mutant allele, tir-1(qd2), which has a
missense mutation affecting all isoforms of tir-1 (Figure S2A).
The tir-1(qd4)and tir-1(qd2)mutants exhibited a strongenhanced
pathogen susceptibility phenotype to PA14 (Figure S2B), and we
observed that the intestinal expression of the PMK-1 transcrip-
tional target, T24B8.5, is markedly diminished in the tir-1(qd2)
mutant (Figure 2E). A previously isolated tir-1(tm1111) alleleCell Ho(Chuang and Bargmann, 2005), which is predicted to affect only
the isoforms of tir-1 that include the N-terminal HEAT/Armadillo
repeats (Figure S2A), exhibited little or no pathogen susceptibility
phenotype (Figure S2B) and did not affect T24B8.5 gene
expression (FigureS2C), in contrast to that observed for theputa-
tive tir-1 null alleles, suggestive that the HEAT/Armadillo repeats
are not required for TIR-1 activity in innate immunity. Consistent
with a role for TIR-1 upstream of NSY-1 and SEK-1 in the regula-
tion of behavioral avoidance to pathogens, no induction of
Ptph-1::GFP expression upon exposure to PA14 was observed
in the tir-1(qd4)mutant (Figures 5B and 5C).
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Figure 5. The SARM-ASK1-MKK3 Pathway inC. elegans Is Required
for Pathogen Induction of SerotoninBiosynthesis in the ADFChemo-
sensory Neuron Pair
(A) Representation of Ptph-1:gfp expression in C. elegans WT worms under
GFP channel, DIC, and merged channels. The white arrowhead points to an
ADF neuron.
(B) Images show representative fluorescence microscopy images of one ADF
neuron of L4 stage worms carrying an integrated Ptph-1:GFP transgene,
nIs145, propagated on E. coli OP50 and after 6 hr exposure to P. aeruginosa
PA14 in the following strains: WT(N2), tir-1(qd4), nsy-1(ag3), sek-1(km4), and
pmk-1(km25).
(C) Quantitation of tph-1:GFP fluorescence in the ADF neurons of WT (N2),
tir-1(qd4), nsy-1(ag3), sek-1(km4), and pmk-1(km25) worms propagated on
OP50, both without (yellow) and after 6 hr of exposure to PA14 (blue). Error
bars reflect standard error of the mean (SEM). Asterisks indicate the results
of Student’s t test comparing values of fluorescence on OP50 versus PA14
for indicated strains: *p < 0.01, **p < 0.05.st & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevier Inc. 325
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Figure 6. The SARM-ASK1-MKK3 Pathway
Functions in the Sensory Nervous System
of C. elegans to Promote Egg-Laying
Behavior
(A) Percentage of eggs laid by synchronized adult
animals for WT (N2), and tir-1(qd4), nsy-1(ag3),
sek-1(km4), and pmk-1(km25) mutant animals at
each of the following stages over a 1 hr period:
1–8 cells, 9–20 cells, 21+ cells, comma, 2-fold, 3-
fold.Theegg-layingdefectivephenotype ismanifest
by mutant worms laying eggs with more advanced
developmental stage relative to WT worms.
(B) Same assay carried out for WT (N2) and
sek-1(km4) mutant animals along with sek-1(km4)
strains carrying extrachromosomal arrays express-
ing the sek-1::GFP transgene under the control of
tissue-specific promoters, Pges-1 (intestine)
(qdEx4, qdEx5, qdEx6), Punc-119 (panneuronal)
(qdEx7, qdEx8, qdEx10), and Posm-5 (ciliated
sensory neurons) (qdEx11, qdEx12, qdEx13). Three
independent transgenic lines for each tissue-
specific promoter are presented.These data are consistent with a role for TIR-1-NSY-1-SEK-1,
but not PMK-1, in the serotonin-dependent neuroendocrine
response to PA14 that is required for protective behavioral
avoidance. The TIR-1-NSY-1-SEK-1 pathway has been shown
to be required for an asymmetric cell fate decision in the AWC
neurons (Chuang and Bargmann, 2005; Sagasti et al., 2001).
The tir-1(tm1111) mutant has a pronounced loss-of-function
phenotype in this assay (Chuang and Bargmann, 2005), but little
or no pathogen susceptibility phenotype (Figure S2B), sugges-
tive that the roles of TIR-1-NSY-1-SEK-1 in AWC neuronal
development and in the modulation of survival in response to
pathogens are distinct. Furthermore, these data suggest that
the distinct isoforms of tir-1 that encode the N-terminal HEAT/
Armadillo repeats are required for neuronal development but
are not required for the behavioral and innate immune responses
to pathogen infection.
The TIR-1-NSY-1-SEK-1 Signaling in the Chemosensory
Neurons Is Required for Reproductive Egg-Laying
Behavior that Is Stimulated by Nutritional Bacteria
We and others have previously noted that nsy-1 and sek-1
mutants are defective in egg laying (Kim et al., 2002; Sagasti
et al., 2001; Tanaka-Hino et al., 2002), but the phenotype has
not been examined in detail. Egg-laying behavior shares similar-
ities with pathogen avoidance behavior in that both represent
serotonin-dependent behaviors that are stimulated by bacteria
(Trent et al., 1983; Zhang et al., 2005). We sought to determine
whether TIR-1-NSY-1-SEK-1 signaling might also have a role
in the detection of the bacterial signal that induces egg laying.
Using an assay that groups the embryos that are laid by gravid
animals during a fixed period of time by developmental stage
(Ringstad and Horvitz, 2008), we observed that loss-of-function
mutations in the TIR-1-NSY-1-SEK-1 pathway, but not PMK-1,
conferred a defective egg-laying phenotype (Figure 6A), as
noted qualitatively previously. We observed that this phenotype
could be rescued by the addition of exogenous serotonin
(data not shown), suggestive of a role for TIR-1-NSY-1-SEK-1
upstream of the neuromuscular execution step of the egg-laying
process.326 Cell Host & Microbe 6, 321–330, October 22, 2009 ª2009 ElseviWe defined the tissues in which sek-1 activity is required for
egg-laying behavior using sek-1(km4) mutant strains carrying
transgenes directing tissue-specific expression of sek-1. We
determined that whereas intestinal expression had no effect on
the egg-laying defect, neuronal expression, and more specifi-
cally, expression of sek-1 in the chemosensory neurons, resulted
in rescue of the egg-laying defective phenotype (Figure 6B). As in
the case of the pathogen avoidance phenotype, PMK-1 is not the
downstream MAPK involved in egg laying, and the tir-1(tm1111)
allele is unaffected, suggestive that the N-terminal HEAT/Arma-
dillo repeats are not required for egg-laying behavior. These data
establish a role for TIR-1-NSY-1-SEK-1 in the sensory nervous
system in the egg-laying process, a site of activity that is consis-
tent with a role for TIR-1-NSY-1-SEK-1 in the detection of
bacteria that stimulates egg-laying behavior.
DISCUSSION
A Commonality in Signaling Mechanism for Innate
Immunity and Behavioral Avoidance in the C. elegans
Response to Pathogens
Our data show that C. elegans innate immunity and behavioral
avoidance have in common the tissue-specific activities of an
ancient TIR domain-dependent MAPK activation module, TIR-
1-NSY-1-SEK-1 (Figure 7), that is orthologous to mammalian
SARM-ASK1-MKK3. We have shown that TIR-1-NSY-1-SEK-1
functions in a cell-autonomous manner to activate PMK-1 in
the intestine, paralleling the role of this pathway in epidermal
immunity (Pujol et al., 2008). Recent studies also indicate that
intestinal and epidermal PMK-1 pathways have in common
signaling through the conserved protein kinase C delta isoform
TPA-1 upstream of TIR-1 (Ren et al., 2009; Ziegler et al., 2009).
Following the demonstration that the C. elegans nervous
system is able to mediate the detection and behavioral response
to pathogenic bacteria (Pradel et al., 2007; Zhang et al., 2005),
a number of recent studies point to multiple mechanisms by
which the nervous system may be involved in protective
responses to microbial pathogens (Zhang and Zhang, 2009).
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Responses to Bacteria
In response to pathogen infection, the TIR-1-NSY-
1-SEK-1 module is required in the intestinal and
epidermal cells for the PMK-1 p38 MAPK-depen-
dent, cell-autonomous activation of innate immu-
nity. In addition, the TIR-1-NSY-1-SEK-1 module
is required in the sensory nervous system for
serotonin-dependent neuroendocrine signaling
from the ADF chemosensory neurons, which is
required for behavioral avoidance to pathogens.
Serotonin-dependent neuroendocrine pathways
also mediate the behavioral reproductive egg-
laying response to nutritional bacteria through
the TIR-1-NSY-1-SEK-1 signaling module.through behavioral avoidance mechanisms (Reddy et al., 2009;
Styer et al., 2008), or through the direct modulation of the
epidermal or intestinal immune response through neuroendo-
crine signaling, as has been recently reported for neuronal
TGF-b (Zugasti and Ewbank, 2009) and insulin (Kawli and Tan,
2008) signaling pathways, and in the context of enhanced resis-
tance subsequent to pre-exposure of pathogen (Anyanful et al.,
2009; Zhang and Zhang, 2009).
We have identified a requirement for TIR-1-NSY-1-SEK-1 in
the neuroendocrine regulation of serotonin-dependent pathogen
avoidance behavior. SEK-1 signaling in the chemosensory
nervous system promotes survival to P. aeruginosa in a manner
that is dependent on assay conditions in which C. elegans can
avoid the pathogenic lawn. We observe that the TIR-1-NSY-1-
SEK-1 module is required for the induction of tph-1 expression
in the ADF chemosensory neuron pair in response to pathogenic
bacteria. Thus, the TIR-1-NSY-1-SEK-1 module points to a
commonality in signaling mechanism between the distinctly
different behavioral and innate immune responses to pathogenic
infection (Figure 7).
The involvement of TIR domain protein signaling in the micro-
bial recognition mechanisms of the immune system has been
strikingly conserved from Dictyostelium (Chen et al., 2007) to
humans (Akira et al., 2006). The tissue-specific activities of this
TIR domain protein-containing signaling module for triggering
dual responses to pathogen infection are suggestive that the
involvement of TIR domain immune signaling in pathogen
defenses may have been co-opted as different cell types,
including neurons, in ancestral multicellular organisms adopted
diverse roles in microbial recognition. Consistent with the
idea that common pathogen detection mechanisms may be
conserved in both immune and neuronal processes are intriguing
recent reports of the presence of formylpeptide receptors, which
can detect formylated peptides derived from bacteria and func-
tion in leukocyte chemotaxis (Migeotte et al., 2006), in the vom-
eronasal organ of mammals (Liberles et al., 2009; Riviere et al.,
2009). Studies in additional organisms may help identify other
candidate instances of the evolutionary co-option of TIR domain
protein-dependent and other immune signaling pathways in
nonimmune responses to microbes that may have had their
origins in the bacterial recognition processes of ancestral
organisms.Cell HoAn Ancient Role for Immune Signaling in a Behavioral
Response to Nutrient-Providing, Beneficial Bacteria
In addition to the activities of TIR-1-NSY-1-SEK-1 in the chemo-
sensory neurons and intestinal cells in protective responses to
pathogenic bacteria, we have defined a role for TIR-1-NSY-1-
SEK-1 in reproductive egg laying, a serotonin-dependent
behavior that is dependent on bacteria provided as a nutrient
source. The requirement for TIR-1-NSY-1-SEK-1 signaling in
the chemosensory neurons for egg laying is consistent with
a role for the TIR-1-NSY-1-SEK-1 module in the detection of
nutrient and/or bacterial signals. These data further point to the
multiple tissue-specific roles for TIR-1-NSY-1-SEK-1 in regu-
lating not only responses to pathogenic bacteria but also
behavioral responses to beneficial bacteria that provide essen-
tial nutrients. The role for this ancient TIR domain-dependent
signalingmodule in these processes underscores the challenges
posed to the host organism by the duality of bacteria, which may
represent a source of nutrition, or a source of potentially lethal
infection. These data are intriguing in view of the emerging caus-
ative role for inflammatory and immune signaling mediated by
stress-activated MAPKs such as JNK in nonimmune endocrine
cells in the pathogenesis of metabolic disease, where the
response to what is essentially ‘‘nutrient overload’’ mimics
what is observed in the response to infection (Hotamisligil,
2006; Hotamisligil and Erbay, 2008). The evolutionary origins of
such signaling activity have been the subject of speculation (Ho-
tamisligil, 2006; Hotamisligil and Erbay, 2008). Our data suggest
that inflammatory and immune signaling in the pathogenesis of
metabolic disease may have origins in the tissue-specific
responses of ancestral host organisms to the pathogen/food
duality presented by a world of microbial diversity.
EXPERIMENTAL PROCEDURES
Strains
C. elegans was cultured on the bacterial strain E. coli OP50 as described
(Brenner, 1974). N2 was obtained from the Caenorhabditis Genetics Center.
The nsy-1(ag3), pmk-1(km25), sek-1(km4) mutants were described previously
(Kim et al., 2002, 2004; Tanaka-Hino et al., 2002). The strain carrying agIs219
was constructed by PCR amplification of the 5 kb region upstream of the start
codon of the T24B8.5 gene, PCR-mediated ligation with GFP::unc-54-30UTR
(Hobert, 2002), and transformation of N2 with the coinjection marker Pttx-
3::GFP::unc-54-30UTR using standard methods (Mello et al., 1991). A resultingst & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevier Inc. 327
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30UTR transgenes in an extrachromosomal array, was irradiated, and isolates
carrying the integrated array were isolated. The agIs219wasmapped to the left
arm of LG III. The nsy-1(qd6), tir-1(qd2), and sek-1(qd39) isolates were isolated
from a ethylmethansulfonate (EMS)-based screen of mutagenized agIs219
animals for mutants with diminished GFP expression and enhanced suscepti-
bility to PA14 (R.P.S. and D.H.K., unpublished data). The nsy-1(qd6) allele
carries a mutation that causes a W391Stop. The tir-1(qd2) allele carries
a A451V mutation with respect to TIR-1B isoform (as shown in Figure S2A).
The sek-1(qd39) allele carries a mutation that causes a W143Stop. The
tir-1(qd4) deletion allele (as shown in Figure S2A) was isolated from screening
of a deletion library ofC. elegans clones generated by EMS (S. McGonagle and
H.R. Horvitz). The tir-1(qd4) deletion spans a 1078 bp region from base 1504 to
base 2582 with respect to cosmid F13B10. tph-1(mg280) (Sze et al., 2000) was
obtained as an outcrossed strain recovered by M. Alkema and and H.R. Hor-
vitz. The tph-1(n4622) deletion allele was isolated from screening of a deletion
library ofC. elegans clones generated by EMS. The tph-1(n4622) deletion allele
spans a 2,117 bp region from base 25,956 to base 28,072 with respect to cos-
mid ZK1290 (N. Ringstad, D. Omura, and H.R. Horvitz, personal communica-
tion). The strain carrying the integrated array nIs145, expressing Ptph-1::GFP,
was constructed by E. Miska using the plasmid previously described by Sze
et al. (2000).
Construction of sek-1 Tissue-Specific Rescuing Constructs
Pges-1::sek-1::GFP was generated by subcloning the 2.9 kb promoter region
upstream of the ges-1 gene (McGhee et al., 1990) into a pPD95.75 (A. Fire)-
derived vector into which the sek-1 cDNA was fused at its 30 end in-frame
with GFP and the 30UTR of unc-54. Punc-119::sek-1::GFP was generated by
subcloning the 3.07 kb promoter region upstream of the unc-119 gene
(Maduro and Pilgrim, 1995) in front of sek-1::GFP::unc-54-30UTR in
a pPD95.75-derived vector. Posm-5::ges-1::GFP was generated by subclon-
ing a 384 bp promoter region upstream of the osm-5 gene (Haycraft et al.,
2001) in front of sek-1::GFP::unc-54-30UTR in a pPD95.75-derived vector.
Young adult worms were injected with the tissue-specific constructs at the
following concentrations: Pges-1::sek-1::GFP (25 ng/ml), Punc-119::sek-
1::GFP (5 ng/ml), and Posm-5::sek-1::GFP (12 ng/ml). All injections were done
withmyo-2::mStrawberry (25 ng/ml) as a coinjectionmarker, with the exception
of qdEx1, qdEx2, and qdEx3, which contained no coinjection marker, and
pBluescript plasmid DNA as carrier to make a final concentration of DNA of
100 ng/ml. Appropriate tissue-specific sek-1::GFP expression patterns were
confirmed in transgenic worms prior to each pathogenesis assay.
Quantitative RT-PCR
Synchronized populations of worms were prepared by hypocholorite treat-
ment followed by dropping eggs onto NGM plates seeded with OP50. RNA
was harvested from at least 800 predominantly L4 worms per strain using
TRI reagent and reverse transcribed using the Retroscript kit (Ambion). For
experiments involving strains carrying extrachromosomal arrays, transgenic
worms were singly selected. The cDNA was analyzed by qRT-PCR on a Mas-
tercycler Realplex (Eppendorf) with SYBR Green detection. T24B8.5 levels
were normalized to the control gene snb-1, and primers for both T24B8.5
and snb-1 were the same as reported previously (Troemel et al., 2006). Fold
change was calculated using the Pfaffl method (Pfaffl, 2001). Standardization
between two biological replicates was performed as described inWillems et al.
(2008).
P. aeruginosa PA14 Pathogenesis Assays
The standard slow killing assay was performed as described (Tan et al., 1999),
modified with the addition of 50 mg/ml 5-fluorodeoxyuridine (FUdR) (Miyata
et al., 2008; Reddy et al., 2009). For the standard and modified killing assays
using PA14, a minimum of 60 worms for each genotype were assayed in at
least two independent trials. The big lawn killing assay used an agar plate
composition identical to the slow killing assay, but 5 ml of PA14 was spotted
onto each plate and spread to cover the entire agar surface as described previ-
ously (Reddy et al., 2009). The 10%oxygen killing assay was done on standard
plates at room temperature in an acrylic chamber as described previously
(Reddy et al., 2009). A mass flow controller (Sierra Instruments, Monterey,
CA) was used to regulate gas flow into the chamber. Where indicated, statis-328 Cell Host & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevitical analysis comparing survival curves was carried out using the SPSS statis-
tical program (SPSS Inc.) and p values derived from the log-rank test.
Ptph-1::GFP Imaging and Quantifying of GFP Fluorescence
L4 worms were transferred to agar plates seeded with OP50 and incubated at
25C for 12 hr, at which time worms were transferred to plates containing
either OP50 or PA14. The worms were incubated at 25C for 6 hr after transfer,
mounted in 10 mM sodium azide on 2% agarose microscope slides. The focal
plane with the strongest GFP signal in the ADF neuron was used to take each
picture. Images were analyzed using the line tool in Axiovision (v.4.5). The pixel
intensity values along this line were examined, and the pixel intensities within
the highest 1 mm of the peak of the signal were averaged to obtain the
Ptph-1::GFP fluorescence value for the worm. Averages and standard error
of mean were calculated for at least three worms under each condition. Statis-
tical analysis comparing Ptph-1::GFP fluorescence on OP50 versus PA14 was
carried out using Student’s t test.
Quantifying Egg-Laying Defects in sek-1 Mutant Worms
Egg-laying assays were performed as previously described (Ringstad and
Horvitz, 2008). Briefly, L4 worms were transferred to agar plates seeded
with OP50 and incubated at 25C for 12 hr, at which time five to ten worms
were transferred to new plates for 1 hr and then removed. The eggs were
counted and the stage of each egg laid was determined by visual examination
on a dissecting microscope.
SUPPLEMENTAL DATA
SupplementalData include twofigures andcanbe foundwith thisarticleonlineat
http://www.cell.com/cell-host-microbe/supplemental/S1931-3128(09)00310-2.
ACKNOWLEDGMENTS
We thank N. Ringstad, P. Reddien, and members of the Kim lab for advice and
discussions. We acknowledge O. Kamanzi and S. McGonagle for technical
assistance.We thank theCaenorhabditis Genetics Center for strains.We thank
M. Alkema, E. Miska, D. Omura, N. Ringstad, and H.R. Horvitz for providing
unpublished strains. T.K. was partially supported by undergraduate research
funding provided by the Howard Hughes Medical Institute. This work was sup-
ported by a grant from the National Institutes of Health (NIH) (GM084477),
a Burroughs Wellcome Fund Career Award in the Biomedical Sciences, and
an MIT Swanson Career Development Professor Award to D.H.K.
Received: April 1, 2009
Revised: June 9, 2009
Accepted: September 2, 2009
Published: October 21, 2009
REFERENCES
Akira, S., Uematsu, S., and Takeuchi, O. (2006). Pathogen recognition and
innate immunity. Cell 124, 783–801.
Anyanful, A., Easley, K.A., Benian, G.M., and Kalman, D. (2009). Conditioning
protectsC. elegans from lethal effects of enteropathogenic E. coli by activating
genes that regulate lifespan and innate immunity. Cell Host Microbe 5,
450–462.
Avery, L. (1993). The genetics of feeding in Caenorhabditis elegans. Genetics
133, 897–917.
Bargmann, C. (2006). Chemosensation in C. elegans. In WormBook, The
C. elegans Research Community, ed. 10.1895/wormbook.1.123.1, http://
www.wormbook.org.
Brenner, S. (1974). The genetics of Caenorhabditis elegans. Genetics 77,
71–94.
Carty, M., Goodbody, R., Schroder, M., Stack, J., Moynagh, P.N., and Bowie,
A.G. (2006). The human adaptor SARM negatively regulates adaptor protein
TRIF-dependent Toll-like receptor signaling. Nat. Immunol. 7, 1074–1081.er Inc.
Cell Host & Microbe
Signaling in C. elegans Immunity and BehaviorChen, G., Zhuchenko, O., and Kuspa, A. (2007). Immune-like phagocyte
activity in the social amoeba. Science 317, 678–681.
Chuang, C.F., and Bargmann, C.I. (2005). A Toll-interleukin 1 repeat protein at
the synapse specifies asymmetric odorant receptor expression via ASK1
MAPKKK signaling. Genes Dev. 19, 270–281.
Couillault, C., Pujol, N., Reboul, J., Sabatier, L., Guichou, J.F., Kohara, Y., and
Ewbank, J.J. (2004). TLR-independent control of innate immunity in Caeno-
rhabditis elegans by the TIR domain adaptor protein TIR-1, an ortholog of
human SARM. Nat. Immunol. 5, 488–494.
Dethlefsen, L., McFall-Ngai, M., and Relman, D.A. (2007). An ecological and
evolutionary perspective on human-microbe mutualism and disease. Nature
449, 811–818.
Haycraft, C.J., Swoboda, P., Taulman, P.D., Thomas, J.H., and Yoder, B.K.
(2001). The C. elegans homolog of the murine cystic kidney disease gene
Tg737 functions in a ciliogenic pathway and is disrupted in osm-5 mutant
worms. Development 128, 1493–1505.
Hobert, O. (2002). PCR fusion-based approach to create reporter gene
constructs for expression analysis in transgenic C. elegans. Biotechniques
32, 728–730.
Hoffmann, J.A., Kafatos, F.C., Janeway, C.A., and Ezekowitz, R.A. (1999).
Phylogenetic perspectives in innate immunity. Science 284, 1313–1318.
Hotamisligil, G.S. (2006). Inflammation and metabolic disorders. Nature 444,
860–867.
Hotamisligil, G.S., and Erbay, E. (2008). Nutrient sensing and inflammation in
metabolic diseases. Nat. Rev. Immunol. 8, 923–934.
Kawli, T., and Tan, M.W. (2008). Neuroendocrine signals modulate the innate
immunity of Caenorhabditis elegans through insulin signaling. Nat. Immunol.
9, 1415–1424.
Kim, D.H., Feinbaum, R., Alloing, G., Emerson, F.E., Garsin, D.A., Inoue, H.,
Tanaka-Hino, M., Hisamoto, N., Matsumoto, K., Tan, M.W., and Ausubel,
F.M. (2002). A conserved p38 MAP kinase pathway in Caenorhabditis elegans
innate immunity. Science 297, 623–626.
Kim, D.H., Liberati, N.T., Mizuno, T., Inoue, H., Hisamoto, N., Matsumoto, K.,
and Ausubel, F.M. (2004). Integration of Caenorhabditis elegans MAPK path-
ways mediating immunity and stress resistance by MEK-1 MAPK kinase and
VHP-1 MAPK phosphatase. Proc. Natl. Acad. Sci. USA 101, 10990–10994.
Kim, Y., Zhou, P., Qian, L., Chuang, J.Z., Lee, J., Li, C., Iadecola, C., Nathan,
C., and Ding, A. (2007). MyD88-5 links mitochondria, microtubules, and JNK3
in neurons and regulates neuronal survival. J. Exp. Med. 204, 2063–2074.
Liberati, N.T., Fitzgerald, K.A., Kim, D.H., Feinbaum, R., Golenbock, D.T., and
Ausubel, F.M. (2004). Requirement for a conserved Toll/interleukin-1 resis-
tance domain protein in the Caenorhabditis elegans immune response.
Proc. Natl. Acad. Sci. USA 101, 6593–6598.
Liberles, S.D., Horowitz, L.F., Kuang, D., Contos, J.J., Wilson, K.L., Siltberg-
Liberles, J., Liberles, D.A., and Buck, L.B. (2009). Formyl peptide receptors
are candidate chemosensory receptors in the vomeronasal organ. Proc.
Natl. Acad. Sci. USA 106, 9842–9847.
Maduro, M., and Pilgrim, D. (1995). Identification and cloning of unc-119,
a gene expressed in the Caenorhabditis elegans nervous system. Genetics
141, 977–988.
Mallo, G.V., Kurz, C.L., Couillault, C., Pujol, N., Granjeaud, S., Kohara, Y., and
Ewbank, J.J. (2002). Inducible antibacterial defense system in C. elegans.
Curr. Biol. 12, 1209–1214.
Matsuzawa, A., Saegusa, K., Noguchi, T., Sadamitsu, C., Nishitoh, H., Nagai,
S., Koyasu, S., Matsumoto, K., Takeda, K., and Ichijo, H. (2005). ROS-depen-
dent activation of the TRAF6-ASK1-p38 pathway is selectively required for
TLR4-mediated innate immunity. Nat. Immunol. 6, 587–592.
McGhee, J.D., Birchall, J.C., Chung, M.A., Cottrell, D.A., Edgar, L.G., Svend-
sen, P.C., and Ferrari, D.C. (1990). Production of null mutants in the major
intestinal esterase gene (ges-1) of the nematode Caenorhabditis elegans.
Genetics 125, 505–514.
Mello, C.C., Kramer, J.M., Stinchcomb, D., and Ambros, V. (1991). Efficient
gene transfer in C. elegans: extrachromosomal maintenance and integration
of transforming sequences. EMBO J. 10, 3959–3970.Cell HoMigeotte, I., Communi, D., and Parmentier, M. (2006). Formyl peptide recep-
tors: a promiscuous subfamily of G protein-coupled receptors controlling
immune responses. Cytokine Growth Factor Rev. 17, 501–519.
Mink, M., Fogelgren, B., Olszewski, K., Maroy, P., and Csiszar, K. (2001). A
novel human gene (SARM) at chromosome 17q11 encodes a protein with
a SAM motif and structural similarity to Armadillo/beta-catenin that is
conserved in mouse, Drosophila, and Caenorhabditis elegans. Genomics
74, 234–244.
Miyata, S., Begun, J., Troemel, E.R., and Ausubel, F.M. (2008). DAF-16-depen-
dent suppression of immunity during reproduction in Caenorhabditis elegans.
Genetics 178, 903–918.
Nicholas, H.R., and Hodgkin, J. (2004). The ERK MAP kinase cascade medi-
ates tail swelling and a protective response to rectal infection in C. elegans.
Curr. Biol. 14, 1256–1261.
Pfaffl, M.W. (2001). A new mathematical model for relative quantification in
real-time RT-PCR. Nucleic Acids Res. 29, e45.
Pradel, E., Zhang, Y., Pujol, N., Matsuyama, T., Bargmann, C.I., and Ewbank,
J.J. (2007). Detection and avoidance of a natural product from the pathogenic
bacterium Serratia marcescens by Caenorhabditis elegans. Proc. Natl. Acad.
Sci. USA 104, 2295–2300.
Pujol, N., Link, E.M., Liu, L.X., Kurz, C.L., Alloing, G., Tan, M.W., Ray, K.P.,
Solari, R., Johnson, C.D., and Ewbank, J.J. (2001). A reverse genetic analysis
of components of the Toll signaling pathway in Caenorhabditis elegans. Curr.
Biol. 11, 809–821.
Pujol, N., Cypowyj, S., Ziegler, K., Millet, A., Astrain, A., Goncharov, A., Jin, Y.,
Chisholm, A.D., and Ewbank, J.J. (2008). Distinct innate immune responses to
infection and wounding in the C. elegans epidermis. Curr. Biol. 18, 481–489.
Reddy, K.C., Andersen, E.C., Kruglyak, L., and Kim, D.H. (2009). A polymor-
phism in npr-1 is a behavioral determinant of pathogen susceptibility in
C. elegans. Science 323, 382–384.
Ren, M., Feng, H., Fu, Y., Land, M., and Rubin, C.S. (2009). Protein kinase D is
an essential regulator of C. elegans innate immunity. Immunity 30, 521–532.
Ringstad, N., and Horvitz, H.R. (2008). FMRFamide neuropeptides and acetyl-
choline synergistically inhibit egg-laying by C. elegans. Nat. Neurosci. 11,
1168–1176.
Riviere, S., Challet, L., Fluegge, D., Spehr, M., and Rodriguez, I. (2009). Formyl
peptide receptor-like proteins are a novel family of vomeronasal chemosen-
sors. Nature 459, 574–577.
Sagasti, A., Hisamoto, N., Hyodo, J., Tanaka-Hino, M., Matsumoto, K., and
Bargmann, C.I. (2001). The CaMKII UNC-43 activates the MAPKKK NSY-1
to execute a lateral signaling decision required for asymmetric olfactory
neuron fates. Cell 105, 221–232.
Sawin, E.R., Ranganathan, R., and Horvitz, H.R. (2000).C. elegans locomotory
rate is modulated by the environment through a dopaminergic pathway and by
experience through a serotonergic pathway. Neuron 26, 619–631.
Styer, K.L., Singh, V., Macosko, E., Steele, S.E., Bargmann, C.I., and Aballay,
A. (2008). Innate immunity in Caenorhabditis elegans is regulated by neurons
expressing NPR-1/GPCR. Science 322, 460–464.
Sze, J.Y., Victor, M., Loer, C., Shi, Y., and Ruvkun, G. (2000). Food and meta-
bolic signalling defects in a Caenorhabditis elegans serotonin-synthesis
mutant. Nature 403, 560–564.
Tan, M.W., Mahajan-Miklos, S., and Ausubel, F.M. (1999). Killing of Caeno-
rhabditis elegans by Pseudomonas aeruginosa used to model mammalian
bacterial pathogenesis. Proc. Natl. Acad. Sci. USA 96, 715–720.
Tanaka-Hino, M., Sagasti, A., Hisamoto, N., Kawasaki, M., Nakano, S., Nino-
miya-Tsuji, J., Bargmann, C.I., and Matsumoto, K. (2002). SEK-1 MAPKK
mediates Ca2+ signaling to determine neuronal asymmetric development in
Caenorhabditis elegans. EMBO Rep. 3, 56–62.
Trent, C., Tsuing, N., and Horvitz, H.R. (1983). Egg-laying defective mutants of
the nematode Caenorhabditis elegans. Genetics 104, 619–647.
Troemel, E.R., Chu, S.W., Reinke, V., Lee, S.S., Ausubel, F.M., and Kim, D.H.
(2006). p38 MAPK regulates expression of immune response genes and
contributes to longevity in C. elegans. PLoS Genet. 2, e183. 10.1371/journal.
pgen.0020183.st & Microbe 6, 321–330, October 22, 2009 ª2009 Elsevier Inc. 329
Cell Host & Microbe
Signaling in C. elegans Immunity and BehaviorTroemel, E.R., Felix, M.A., Whiteman, N.K., Barriere, A., and Ausubel, F.M.
(2008). Microsporidia are natural intracellular parasites of the nematode
Caenorhabditis elegans. PLoS Biol. 6, 2736–2752.
Weiner, H.L., and Selkoe, D.J. (2002). Inflammation and therapeutic vaccina-
tion in CNS diseases. Nature 420, 879–884.
Willems, E., Leyns, L., and Vandesompele, J. (2008). Standardization of real-
time PCR gene expression data from independent biological replicates.
Anal. Biochem. 379, 127–129.
Zhang, X., and Zhang, Y. (2009). Neural-immune communication in Caeno-
rhabditis elegans. Cell Host Microbe 5, 425–429.330 Cell Host & Microbe 6, 321–330, October 22, 2009 ª2009 ElsevZhang, Y., Lu, H., and Bargmann, C.I. (2005). Pathogenic bacteria induce
aversive olfactory learning in Caenorhabditis elegans. Nature 438, 179–184.
Ziegler, K., Kurz, C.L., Cypowyj, S., Couillault, C., Pophillat, M., Pujol, N., and
Ewbank, J.J. (2009). Antifungal innate immunity inC. elegans: PKCdelta links G
protein signaling and a conserved p38 MAPK cascade. Cell Host Microbe 5,
341–352.
Zugasti, O., and Ewbank, J.J. (2009). Neuroimmune regulation of antimicrobial
peptide expression by a noncanonical TGF-beta signaling pathway in
Caenorhabditis elegans epidermis. Nat. Immunol. 10, 249–256.ier Inc.
